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^endmenbi to the Claims: 

niis listing of claims wiU replace all prior versions, and listings of claims in the application: 
T-Utin g off Claims; 

Claim 1 (Previously presented): A method ofamplifyingRNA sequences 
complementary to one or more than one target polynucleotide that is single stranded or made 
single stranded, comprising 

a) forming double stranded cDNA templates containing sequences present in said 
target polynucleotide, wherein said sequences are operaibly linked to a promoter region, by 

i) annealing said one or more than one single stranded target polynucleotide 
with a first oUgonudeotide comprising a prima opcrably linked to a promoter region to form a 
first complex. 

synthesizing one or more than one first strand cDNA by reverse transcription of said first 
complex, 

ii) synthesizing one or more than one first strand cDNA by reverse 

transcription of said first complex, 

iii) degrading first oligonucleotides not used in i) or ii) above with 

exonuclease activity, 

iv) annealing said one or more than one first strand cDNA. after denaturing 
the hybrid(s) of single stranded target polynucleotide and cDNA or degrading the single stranded 
target polynucleotide from said hybrid(s), with a plurality of second oligonucleotides comprising 
a random primer region to fonn a population of second complexes, and 

v) foiraing one or more than one double stranded cDNA templates fiom said 
population of second complexes with DNA polymerase activity; and 

b) transcribing said cDNA templates with an RNA polymerase capable of initiating 
transcription via said promoter region to produce amplified RNA (aRNA) containing sequences 
complementary to said one or more than one target polynucleotide. 
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Claim 2 (Original): The method of claim 1 wherein said target polynucleotide is 
mRNA. 

Claim 3 (Original): The method of claim 1 wherein said more than one target 
polynucleotide are a cellular mRNA preparation. 

Claim 4 (Original): The method of claim 1 wherein said furst oligonucleotide 
comprises a primer containing an oligo or poly dT sequence. 

Claim 5 (Original): The method of claim 4 wherein said oligo or poly dT sequence is 
at least about eight dT in length. 

Claim 6 (Currently amended): [[^]] A method of claim 1 whcroin said amplifyi ng 
RNA sequences compleTnentarv to one or mors th an one target polynucleotide that is single 
stranded or made single stranded , comprising 

a ) forming double stranded cPNA tem plates containing sequences uresent in said 
tar get polynucleotide- wherein said seq u ences are onerahl v Hnked to a Dromoter region, by 

i ) annealing said one or more than one single stranded target polynucleo ti d e 
with a first oligonucleotide comprising a primer operabl y linked to a prom oter region to fonn a 
first complex. 

^ynthefli^in ff one or more than on e first strand cDNA bv reverse transcription of said first 
complex. 

ii^ svnthesizhig one or more than one first strand cDNA by reverse 
transcription of said first complex, 

iii^ degrading first oligonucleotides not used in i ) or ii^ above with 

exonuciease activity, 

iv) annealing said one or more than one first stra nd cDNA, after denaturing 
the hvbridfs^ of single stranded target nolvnucleoti d e and cDNA or degrading the single stranded 
target polynucleotide from said hvbridfsV w ith a plurality of second oligonucleotides comprising 
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a,random primer region comprises comprising at least about six random nucleotides to form a 

population of second complexes, and 

foimi np ; one or more than one double stran ded cDNA templates from said 

population of second complexes with DNA polymerase activity; and 

transcribing said cDNA temolates with an RNA polymerase capable of 

inlHutmp tran scription via Said promoter region to produc e amplified RN A faRNA) containinR 
se quences complementary to said one or more than one target polynu cleotide. 

Claim 7 (Original): The method of claim 6 wherein said random primer region 
comprises at least about nine random nucleotides. 

Claim 8 (Original): The method of claim 1 wherein said DNA polymerase activity is 
DNA dependent. 

Claim 9 (Previously presented): The method of claim 8 wherein said DNA dependent 
polymerase activity is selected from exonuclease deficient Klenow, Taq polymerase activities, 
and combinations of exonuclease deficient Klenow and/or Taq polymerase activities. 

Claim 10 (Previously presented): The method of any of claims 1-8 wherein the 
amplification of RNA sequences complementary to one or more than one target polynucleotide is 
increased by preparing additional double stranded DNA templates, comprising all or part of the 
sequence of the aRNA, and initiating transcription from the additional templates, said method 
comprising 

annealing said aRNA to a third oligonucleotide comprising a primer region to form a 
third complex, 

synthesizing the first strand of said additional double stranded DNA templates by reverse 
transcription of said third complex. to produce an aRNA/DNA hybrid. 
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aixnealing said first strand of additional DNA templates, after denaturing the aRNA/DNA 
hybrids or degrading the aRNA from said hybrids, with said first oligonucleotide comprising an 
operably linked promoter region to form a fourth complex, 

forming additional double stranded DNA templates from said fourth complex with DNA 
dependent DNA polymerase activity, and 

transcribing said double stranded DNA templates with an RNA polymerase capable of 
initiating transcription via said promoter region to produce additional amplified RNA (aRNA) 
containing sequences complementary to said target polynucleotide, 

wherein the above annealing, synthesizing, annealing, forming and/or transcribing acts of 
the method are optionally repeated to further amplify said KNA sequences complementary to one 
or more than one target polynucleotide. 

Claim 1 1 (Original): The method of claim 10 wherein said third oligonucleotide 
comprises a random primer region. 

Claim 12 (Original): The method of claim 1 1 wherein said random primer region 
comprises at least about six random nucleotides. 

Claim 1 3 (Original): The method of claim 1 2 wherein said random primer region 
comprises at least about nine random nucleotides. 

Claim 14 (Original): The method of claim 10 wherein said DNA dependent DNA 
polymerase activity comprises exonuclease deficient Klenow and Taq polymerase activities. 

Claim 1 5 (Original): The method of claim 10 wherein said third ohgonucleotide 
comprises a known primer sequence. 

Claim 1 6 (Original): The method of claim 15 wherein said known primer sequence is 
complementary to the 3' region of said aRNA 
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Claim 17 (Previously presented): A method of amplifying RNA sequences 
complementary to, or present in, one or more than one target polynucleotide that is angle 
stranded or made single stranded, comprising 

a) forming double stranded cDNA templates containing sequences present in said 
target polynucleotide, wherein said sequences are operably linked to a promoter region, by 

1) annealing said one or more than one single stranded target polynucleotide 

with a first oligonucleotide comprising a primer operably linked to a promoter region to form a 
first complex, 

ii) synthesizing one or more than one first strand cDNA by reverse 

transcription of said first complex, 

iii) degrading first oligonucleotides not used in i) or ii) above with 

exonuclease activity, 

iv) annealing said one or more than one first stranded cDNA, after denaturing 
the hybrid(s) of single stranded target polynucleotide and cDNA or degrading the single stranded 
target polynucleotide from said hybrid(s), with a plurality of second oligonucleotides comprising 
a random primer region to fi>rm a population of second complexes, and 

v) forming one or more than one double stranded cDNA templates from said 
population of second complexes with DNA dependent DNA polymerase activity; and 

b) transcribing said cDNA templates with an RNA polymerase capable of initiating 
transcription via said promoter region to produce ampHfied RNA (aRNA) containing sequences 

complementary to said one or more than one target polynucleotide; 

c) forming additional double stranded DNA templates from said aRNA by 

i) annealing said aRNA witii a third oligonucleotide comprising a primer 
region op^^ly linked to a promoter region to form a third complex, 

ii) synthesizing the fiist sti^d of said additional DNA template by reverse 
transcription of said third complex to produce an aRNA/DNA hybrid, 

iii) annealing said first strand of additional DNA template, after denaturing 
the aRNA/DNA hybrid or degrading the aRNA from said hybrid, with said fu-st oligonucleotide 
to fbrm a population of fourth complexes, and 
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iv) foming additional double stranded DNA templates from said population 
of fourth complexes with DNA dependent DNA polymerase activity; and 

d) transcribing said additional DNA templates with an RNA polymerase capable of 
initiating transcription via the promoter region of said first ohgonucleotide to produce ampUfied 
RNA (aRNA) containing sequences complementary to said target polynucleotide or via the 
promoter region of said thiid oligonucleotide to produce aRNA containing sequences present in 
said target polynucleotide. 

Clwm 18 (Original): The method of claim 17 wherein said fonnation of additional 
double stranded DNA templates from said aRNA further comprises degrading third 
oligonucleotides not used in c) i) or c) ii) with exonuclease activity before forming additional 
double stranded DNA templates. 

Claim 19 (Origioal): The method of claim 17 whwein said target polynucleotide is 
mRNA. 

Claim 20 (Ori^al): The method of claim 17 wherein said more than one target 
polynucleotide are a cellular mRNA preparation. 

Claim 21 (Original): The method of claim 17 wherein said first oligonucleotide 
oonq)ri$es a primer containing an oligo or poly dT sequence. 

Claim 22 (Original): The method of claim 21 wherein said oligo or poly dT sequence is 
at least about eight dT in length 

Claim 23 (Currently amended): [[^]] A method of claim 17 wheroin oo i d amplifying 
RNA seauences comDlementafv to one or more th a n one target polynucleotide that is single 
stranded or made single stranded, comprising 
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A ) fomiinp double gtranded cDNA templates contai ning sequences present in said 
tar get polynucleotide, wherein said sequences are o p erablv linked to a promoter region, by 

aTinpalintx said one or more than one sing le stranded target polynucleotide 
with a first o il ponucleotide comprising a primer op e rablv linked to a promoter repjon to form a 
first complejL 

synthesizing one or more than one first strand cDNA b y reverse transcription of said first 
complex, 

in synthesizing one or more than one fi rst strand cDNA by reverse 

transcriptioTi of said firs t complex. 

ill) degrading first olig onucleotides not used in i) or ii) above with 

exonuclease activity, 

iv) annealing said one or more than one first strand cDNA, a fter denaturing 
the hvbridffi) of single stranded target polynucleotide and cD NA or degrading the single stranded 
target polynucleotide from said hvbrid(s\ with a plur ality of second oligonucleotides comprising 
arandom primer region e ompris e s comprising at least about six random nucleotides to fomi a 
population of second comolexes, and 

forming one or more than one double stranded c DNA templates from said 
population of second complexes with DNA poly mera.qe activity: and 

transcribing said cDNA t e mplates with an RNA polymerase capable of 
initiating transcription via said promoter ^eeion to pr o duce amplified RNA (aRNA) containinR 
sequences complementary to said one or more than one target polynucleotide . 

Claim 24 (Original): The method of claim 23 wherein said random primer region 
comprises at least about nine random nucleotides. 

Claim 25 (Original): The method of claim 1 7 wherein said DNA dependent DNA 
polymerase activity comprises exonuclease deficient Klenow and Taq polymerase activities. 
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Claim 26 (Original): The method of claim 17 wherein said third oligonucleotide 
comprises a random primer region. 

Claim 27 (Original): The method of claim 26 wherein said random primer region 
comprises at least ahout six random nucleotides. 

Claim 28 (Original); The method ofclaim 27 wherein said random primer region 
comprises at least about nine random nucleotides. 

Claim 29 (Original): Themethodofclaim 17 wherein said third oligonucleotide 
comprises a known primer sequence. 

Claim 30 (Original): The method ofclaim 29 wherein said known primer sequence is 
coiiq>lementaTy to the 3' region of said aRNA. 

Claim 31 (Original): The method ofclaim 1, 10 or 17 wherein said first oligonucleotide 
comprises a 17 promoter region. 

Claim 32 (Original): The method ofclaim 17 wherein said third oligonucleotide 
comprises a T3 or SP6 promoter region. 
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